[Establishment of BHK-21 cell lines stably expressing FMDV 3Dpol gene by retroviral-mediated gene transfer technique].
The aim of the study is to establish in vitro cell line with stable and effective 3Dpol gene expression, so as to study the biological function of foot-and-mouth disease virus (FMDV ) 3Dpol and foot-and-mouth disease (FMD) gene engineering vaccine. FMDV 3D gene was amplified from pMD18-T-3D and inserted into pGEM-Teasy vector. By NotI/BamHI digestion, 3D gene with Not I/BamH I site was inserted into Not I/BamH I cloning site of the pBPSTR1 retroviral vector in order to obtain recombinant retroviral vector pBPSTR1-3D. The artifical retroviral viruses were obtained by both pBPSTR1-3D and pVSV-G envelope vector into the Gp2-293 package cells using Lipofectamine 2000. The BHK-21 cells were infected by artificial retroviral particles with 8 microg/mL Polybrene. The positive cell clones which genomes contained the 3Dpol gene were continually selected using puromycine and was regulated by tetracycline for 12 days .The single clone highly effective expressing 3D fusion protein was obtained by seeding the cells into 96-well plates with one cell per well. By using retroviral gene transfer technology, the 3Dpol gene was integrated into the chromosome of BHK-21 cells, then under selection pressure, the cell lines stably expressing 3D were established. Finally, a cell line stably expressing the 3D fusion protein was established. The fusion protein was confirmed to be expressed correctly by Western-blot. The transfected genes in the cell line were consistently expressed during 35 passages of the host cells. Transgene cell strain stably carrying exogenous gene in subsequent passaging was successfully constructed. It provide a good experimental tool for the biological function of FMDV 3Dpol and FMD gene engineering vaccine research.